Excitotoxicity induced by kainic acid provokes glycogen synthase kinase-3 truncation in the hippocampus by Jurado-Arjona, Jerónimo et al.
Available online at www.sciencedirect.comwww.elsevier.com/locate/brainres
b r a i n r e s e a r c h 1 6 1 1 ( 2 0 1 5 ) 8 4 – 9 2http://dx.doi.org/10.
0006-8993/& 2015 El
nCorresponding a
28049 Madrid, Spain
E-mail address:
1Present addressResearch ReportExcitotoxicity induced by kainic acid provokes
glycogen synthase kinase-3 truncation
in the hippocampusJero´nimo Jurado-Arjonaa,b, Paloma Gon˜i-Olivera,1, Lucı´a Rodrı´guez-Pradaa,
Tobias Engelc, D.C. Henshallc, Jesu´s A´vilaa,b, Fe´lix Herna´ndeza,b,n
aCentro de Biología Molecular “Severo Ochoa”, CSIC/UAM, Universidad Autónoma de Madrid, Cantoblanco,
28049 Madrid, Spain
bCIBERNED, Centro de Investigación Biomédica en Red de Enfermedades Neurodegenerativas, 28031 Madrid, Spain
cDepartment of Physiology and Medical Physics, Royal College of Surgeons in Ireland, 123 St. Stephen's Green, Dublin 2,
Irelanda r t i c l e i n f o
Article history:Accepted 6 March 2015
In neuronal cultures, glycogen synthase kinase 3(GSK3) is truncated at the N-terminal end
by calpain downstream of activated glutamate receptors. However, the in vivo biologicalAvailable online 14 March 2015
Keywords:
Calpain
Glycogen synthase kinase-3 (GSK3)
Kainic acid (KA)
Excitotoxicity
Hippocampus
Proteolysis1016/j.brainres.2015.03.01
sevier B.V. All rights rese
uthor at: Centro de Biolo
. Fax: þ34 91 196 44 20.
fhernandez@cbm.csic.es
: NeuroCure and Instituta b s t r a c t
signiﬁcance of that truncation has not been explored. In an attempt to elucidate if GSK3
truncation has a pathophysiological relevance, we have used intraperitoneal injections of
kainic acid (KA) in rats and intra-amygdala KA microinjections in mice as in vivo models of
excitotoxicity. Spectrin cleavage analyzed by immunohistochemistry was observed in the
CA1 hippocampal ﬁeld in KA-intraperitoneal treated rats while the CA3 region was the
hippocampal area affected after intra-amygdala KA microinjections. GSK3β immunoﬂuor-
escence did not colocalize with truncated spectrin in both treatments using an antibody
that recognize the N-terminal end of GSK3β. Thus, those neurons which are spectrin-
positive do not show GSK3β immunolabelling. To study GSK3β truncation in vitro, we
exposed organotypic hippocampal slices and cultured cortical neurons to KA leading to the
truncation of GSK3 and we found that truncation was blocked by the calpain inhibitor
calpeptin. These data suggest a relationship between N-terminal GSK3β truncation and
excitotoxicity. Overall, our data reinforces the important relationship between glutamate
receptors and GSK3 and their role in neurodegenerative processes in which excitotoxicity
is involved.
& 2015 Elsevier B.V. All rights reserved.6
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GSK3 (Glycogen synthase kinase-3) is a kinase with two isoforms
in mammals, GSK3α with a molecular weight of 51 kDa and
GSK3βwith a molecular weight of 47 kDa (Woodgett, 1990). GSK3
can phosphorylate a variety of substrates including cytoskeletal
proteins, transcription factors and metabolic regulators. Thus,
GSK3 plays important roles in embryonic development, cell
differentiation, microtubule dynamics, cell cycle division, cell
adhesion, glucose metabolism and apoptosis. Deregulation of
GSK3 activity is believed to play a key role in the pathogenesis of
chronic central nervous system disorders such as Alzheimer
disease (AD), bipolar disorder and Huntington disease, as well as
in metabolic disorders such as type II diabetes (Beurel et al., 2014;
Hernandez and Avila, 2008; Jope and Johnson, 2004).
GSK3 is regulated by different mechanisms. One of these
mechanisms is phosphorylation. Phosphorylation at Tyr-279/216
of GSK3α/β is necessary for its activation (Hughes et al., 1993). In
contrast, inactivation of GSK3α/β is achieved by phosphorylation
at Ser21/9, via a mechanism that involves the binding of a small
loop containing the phosphorylated serine back to the substrate-
binding site on the enzyme (for a review see (Beurel et al., 2014).
Another important mechanism controlling GSK3 function is
through sequestration, as subcellular localization of GSK3 reg-
ulates substrates accessibility. GSK3 is observed in cytosol,
mitochondria and nucleus, and also found enriched in speciﬁc
neuronal compartments such as dendritic spines (Bijur and Jope,
2003; Jope and Johnson, 2004; Peineau et al., 2007). Therefore,
restricting GSK3 to speciﬁc compartments may affect respon-
siveness to different signals. On the other hand, GSK3 can be
regulated through binding to other proteins in several multi-
protein complexes. The most studied pathway involving GSK3
complex formation is regulated by Wnt (Beurel et al., 2014).
Recently, a novel mechanism of regulation has been
described: cleavage of GSK3 by calpain (Goni-Oliver et al., 2007;
Ma et al., 2012). Cultured cortical neurons exposed to ionomycin,
glutamate or N-methyl-D-aspartate (NMDA) led to the truncation
of GSK3 (Goni-Oliver et al., 2007; Ma et al., 2009) as well as
hippocampal cells exposed to 3-nitropropionic acid (Crespo-Biel
et al., 2010b). However, the in vivo generation of that truncation
has not been analyzed. In an attempt to elucidate if that
truncation has a pathophysiological relevance, we have used
two in vivo models of excitotoxicity employing intra-peritoneal
kainic acid (KA)-injections in rats and intra-amygdala KA micro-
injections in mice. The work presented here demonstrates that
in excitotoxicity conditions GSK3 suffers a process of proteolysis.IB: Anti-Nt-GSK3β
Fig. 1 – Characterization of Nterminal-GSK3β antibody.
(A) Schematic diagrams of FLAG-GSK3β forms used showing
the epitopes recognized by the GSK3 antibodies. The calpain
cleavage sites are shown. (B) COS-7 cells were transfected
with pcDNA3 (MOCK), rat Wt-GSK3β (WT), rat ΔC-GSK3β (ΔC)
and rat ΔN-GSK3β (constructs terminally FLAG-tagged) using
Lipofectamine 2000. The samples were immunoblotted with
the anti-FLAG antibody, anti-GSK3α/β antibody, anti-pSer9/
21-GSK3α/β and anti-Nt-GSK3β antibody. The results show
as Nt-GSK3β antibody recognizes full-length kinase and
ΔC-GSK3β, but does not recognize N-terminal
truncated form.2. Results
2.1. Characterization of Nterminal-GSK3β antibody
To analyze GSK3β truncation in biological samples, we ﬁrst
characterized an antibody which is able to recognize full-length
GSK3β but unable to recognize N-terminal truncated form. The
anti-Nterminal-GSK3β monoclonal antibody was produced by
immunizing animals with a synthetic peptide corresponding to
the sequence of human GSK3β around aminoacid 22 (Cell
Signaling, reference 9315). COS-7 cells were transfected with ratWt-GSK3β, ΔC-GSK3β (aminoacids 1-384) and ΔN-GSK3β (ami-
noacids 39-420) constructs and extracts tested with several GSK3
antibodies. Fig. 1 shows as anti-Nterminal-GSK3β antibody
recognizes full-length kinase and Cterminal-GSK3β truncated
form, but does not recognize N-terminal truncated GSK3β.
2.2. Kainic acid induces GSK3 truncation in the
hippocampus of rats and mice
We ﬁrst analyzed hippocampal samples by western blotting with
anti-GSK3 antibody to determine whether GSK3 truncation was
taking place after KA-i.p. treatment in rats. Upon treatment,
additional GSK3 immunoreactive protein bands appeared at a
lower molecular weight, reaching a maximum at 24 h (Fig. 2).
These bands were only observed in overexposed gels, suggesting
that their concentration was low. These bands were not detected
in extracts prepared from saline-treated rats. We have previously
described similar fragments in primary neuronal cultures after
NMDA activation and shown this to be mediated by calpain
(Goni-Oliver et al., 2007). Accumulation of alpha II spectrin
fragments is a well characterized process associated with calpain
activation (Czogalla and Sikorski, 2005). Fig. 2 shows the genera-
tion of lower molecular weight spectrin fragments in KA-i.p.
treated rats in a time dependent manner suggesting that
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Fig. 2 – GSK3 truncation in response to i.p. KA-induced neurotoxicity. (A) Adult male wistar rats injected with KA or saline
were sacriﬁced at various time points after injection. GSK3 and spectrin truncation was assessed by western blotting. Equal
amounts of hippocampal extracts (15 lg) were tested after 3, 7 or 24 h with anti-GSK3α/β and anti-spectrin. Truncated GSK3-
forms were only seen in overexposed autoradiograms. A less exposed autoradiogram for anti-GSK3α/β is also shown.
Quantization of GSK3 and spectrin truncated forms after 24 h of treatment is shown in (B). Data are mean7SD from n¼3 per
group. npo0.05 versus control samples. Molecular weights are shown in A. Arrow head indicates GSK3-truncated band
quantiﬁed in B.
b r a i n r e s e a r c h 1 6 1 1 ( 2 0 1 5 ) 8 4 – 9 286spectrin truncation was taking place. The 145 kDa band is a
marker of calpain activation (Zhang et al., 2009). To analyze in
which cells GSK3 truncation occurred we used the previously
characterized antibody which recognizes the N-terminal end of
GSK3β (Fig. 1). GSK3β is truncated at its N- and C-terminal ends at
residues Thr-38-Thr-39 and Ile-384-Gln-385 (Ma et al., 2012).
Thus, an antibody which recognizes the epitope around Ala22
does not recognize N-terminal truncated fragment generated
indicating that the enzyme is N-terminal truncated. To deter-
mine if both truncated proteins, spectrin and GSK3, colocalize we
performed immunoﬂuorescence studies to show if those neu-
rons that are labeled by alpha II spectrin antibody are the same
that display N-terminal GSK3 truncation. Double immunostain-
ing with anti-Nterminal-GSK3β antibody and anti-spectrin
showed that in control rats anti-Nterminal-GSK3β antibody
labeled CA1, CA2 and CA3 areas without spectrin immunoreac-
tivity (Fig. 3A). In 24 h KA-i.p. treated rats anti-Nterminal-GSK3β
antibody signal disappeared and strong spectrin labeling can be
observed in CA1 area (Fig. 3B). This region is the main hippo-
campal area affected in KA-i.p. treated rats (Araujo et al., 2008).
Anti-Nterminal-GSK3β antibody labeled some cells in CA1 region,
but these cells did not colocalize with cleaved spectrin labeled
cells (Fig. 3C). These cells probably represent those cells where
proteases are activated and where spectrin fragments accumu-
late. In good agreement, cells that were negative for spectrin
were labeled by anti-Nterminal-GSK3β antibody (Fig. 3C).
In order to see if in another animal model of excitotoxicity
produced the same GSK3 truncation we analyzed this
response in mice. Taking into account that mouse strains
vary signiﬁcantly in their sensitivity to KA-induced neurode-
generation (Yang et al., 2005), we decided to analyze this
response in mice that received an intra-amygdala injection ofKA a model of focally-evoked seizure-induced neuronal death
using intra-amygdala KA microinjection and characterized by
an acute hippocampal pathology (Mouri et al., 2008).
Intra-amygdala KA injection in mice results, after 4 h, in
damage that mainly affects the CA3 region (Mouri et al.,
2008). When we analyzed samples from these mice, spectrin
truncation was detected in the CA3 region and a decrease in
GSK3β levels determined with the anti-Nterminal-GSK3β anti-
body was also observed only in that region (Fig. 4).
Thus, in two in vivo models of KA-induced hippocampal
damage a decrease in Nterminal-GSK3 levels and an increase
in spectrin truncation were observed. To analyze in more
detail that effect we next carried out in vitro studies.
2.3. Kainic acid induces GSK3 truncation in organotypic
hippocampal cultures
Given the role played by KA in GSK3 truncation in rodents, we
explored whether kainate could be responsible for this GSK3
regulation in organotypic hippocampal cultures which reﬂect
events happening in the hippocampus. Thus, we added KA
(50 mM) to these cultures and we analyzed those samples by
western-blot. Fig. 5 shows that after 7 h of treatment, there
was an increase not only in spectrin truncation but also in
GSK3 truncation, and those proteolytic processes were inhib-
ited by calpeptin (10 mM), a calpain inhibitor.
2.4. Kainic acid induces GSK3 truncation in neuronal
primary cultures
Then, we treated neuronal primary cultures with KA. Treat-
ment of cultured cortical neurons with KA (50 μM) induced
Fig. 3 – Spectrin and truncated GSK3β levels in rats treated i.p. with kainate. Representative confocal photomicrographs of
hippocampal changes for spectrin (green) and Ntruncated GSK3β (red) in control rats (A) and KA treated rats (B) in CA1, CA2
and CA3 hippocampal regions. Images were taken from the same slice. CA2 and CA3 regions did not show differences among
control and KA treated mice while CA1 area shows an increase in spectrin positive cells and a decrease in Nt-GSK3β signaling.
(C) High magniﬁcation image of sample of KA treated rats of CA1 region. It should be noted that no colocalization of spectrin
(green) and Nt-GSK3β (red) is observed.
Fig. 4 – Spectrin and truncated GSK3β levels in intra-amygdala KA injected mice Representative confocal photomicrographs of
hippocampal changes for spectrin (green) and Ntruncated GSK3β (red) antibodies in 4 h control and KA treated mice in
hippocampal regions. CA1 and CA2 regions did not show differences among control and KA treated mice while CA3 area
shows an increase in spectrin positive cells and a decrease in Nt-GSK3β signaling.
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Fig. 5 – KA induces GSK3 and spectrin truncation in organotypic hippocampal slice cultures. Slices were treated with 50 μMKA
or vehicle (CON). Protein extracts (15 μg) of slices treated with KA for 1, 3 or 7 h in the presence or absence of 10 lM calpeptin
(CALP) were immunoblotted with the antibody that recognizes spectrin (A) and anti-GSK3α/β antibody (C). Quantiﬁcation of the
truncated spectrin fragments (B) and the 40-kDa GSK3 truncated form (D) are shown. Bars, media7SD. *po0.05 versus control.
Arrow head indicates GSK3-truncated band quantiﬁed in D.
b r a i n r e s e a r c h 1 6 1 1 ( 2 0 1 5 ) 8 4 – 9 288GSK3 truncation in a time-dependent manner (Fig. 6A) and
was dose-dependent (EC50¼1.8170.95 μM) (Fig. 6B). The kai-
nate effect was mediated by calpain as evidenced by the fact
that calpeptin (10 μM) prevented the formation of the 40 kDa
truncated form (Fig. 6C). The CDK5 regulator subunit p35, a
well-known calpain substrate (Kusakawa et al., 2000), showed
a similar pattern of protolysis, giving rise to the truncated p25
form (Fig. 6B). In addition, processing of full-length spectrin
into break-down products denoted the activation of calpain.
Thus, the EC50 for kainic acid induced alpha II spectrin
truncation was 1.1470.87 μM, similar to the EC50 obtained
for GSK3-truncation. In addition, proteolysis of alpha II
spectrin by calpain produces 150 and 145 breakdown pro-
ducts while caspase 3 produces a different 150 kDa break-
down fragments (Zhang et al., 2009). Calpeptin inhibited the
generation of the 145 kDa fragment in cultured neurons while
the 150 KDa was highly decreased suggesting that alpha II
spectrin is substrate of calpain but there is also some
contribution by caspase 3. However, the calpain inhibitor
calpeptin inhibited GSK3 truncation in cultured neurons and
hippocampal slices suggesting that GSK3 is substrate of
calpain only.
The antibody which recognize the epitope around Ala22
(Fig. 1) does not recognize any truncated fragment generated
in KA-induced cultures suggesting that the N-terminal end
was removed by calpain (Fig. 6C). Indeed, the antibody that
does not recognize the truncated form is able to detect thetwo full-length GSK3β isoforms generated by alternative
splicing (Mukai et al., 2002). We next addressed whether the
GSK3 truncation by calpain after stimulation of kainate
receptors could be observed in the presence of an extracel-
lular calcium chelator as EGTA (5 mM, Fig. 6D). Activation of
the kainate receptors in the presence of extracellular EGTA
led to inhibition of GSK3 proteolysis as was previously
described for NMDA receptors (Goni-Oliver et al., 2009). These
data suggest that extracellular calcium inﬂux into cortical
neurons caused by kainate receptors increase GSK3 trunca-
tion through calpain activation.3. Discussion
Altered calcium homeostasis along with activation of calpain
contributes to neuronal degeneration by cleavage of speciﬁc
substrates that have crucial roles in neuronal survival
(Camins et al., 2006; Huang and Wang, 2001; Patrick et al.,
1999), including protein kinases (Goll et al., 2003). Previous
studies have shown that GSK3 can undergo a limited proteo-
lysis in cultured neurons (Crespo-Biel et al., 2010b; Czogalla
and Sikorski, 2005; Feng et al., 2013; Goni-Oliver et al., 2007;
Ma et al., 2012, 2009). However, it has been unclear whether
this truncation of GSK3 occurs in vivo. In the present study we
provide in vivo evidence that during KA-induced neuroexci-
totoxicity, GSK3 is proteolytically truncated by calpain. In
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Fig. 6 – Proteolysis of GSK3 in cortical neurons treated with kainate. (A) Cortical neurons (DIV12) were treated with KA (50 lM)
or vehicle for 3, 5 or 7 h. The samples were immunoblotted with the antibody that recognizes spectrin and the anti-GSK3α/β
antibody. The generation of a 40-kDa GSK3 truncated form as well as the truncated spectrin fragments (150 and 145 kDa) is
shown by the arrows. (B) Cortical neurons were treated with growing concentrations of KA for 5 h. The samples were
immunoblotted with the anti-GSK3α/β antibody. The generation of a 40-kDa GSK3 truncated form is shown by the head arrow.
The same samples were also immunoblotted with the anti-p35/p25 antibody and the antibody that recognizes spectrin.
(C) Neurons were treated with 50 μM KA in the presence or absence of the calpain inhibitor calpeptin (50 μM, CALP) for 5 h and
immunobloted with anti-spectrin, anti-GSK3α/β antibody and the anti-Nterminal-GSK3β antibodies. Arrows show the 150 and
145 kDa of spectrin fragments as well as truncated GSK3 fragment (D) Extracellular EGTA (5 mM) inhibits KA-induced
truncation (50 lM, 5 h treatment). Arrow head indicates GSK3-truncated band.
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the hippocampus in two animal models. Then, by using
oganotypic hippocampal cultures and neuronal primary cul-
tures we demonstrated that this is mediated by calpain.
In rats, systemic KA is a common model to study neuronal
excitotoxicity. That model produce extensive damage, being the
CA1 area the hippocampal region more affected (Araujo et al.,
2008). In addition, and taking into account that mouse strains
vary signiﬁcantly in their sensitivity to KA-i.p. induced neuro-
degeneration (Yang et al., 2005), intra-amygdala injection of KA
is a well characterized model of neuronal death in mice, being
the CA3 hippocampal region the area predominantly damaged
(Mouri et al., 2008). In both animal models of excitotoxicity we
observed a decrease in Nterminal GSK-3 labeling suggesting
that KA-induced neurodegeneration provokes GSK3 truncation
in vivo and more important in those areas that are mainly
affected in both models.
Proteases of the calpain and caspase families are involved
in neurodegeneration mediated by calcium inﬂux. Proteolysis
of alpha II Spectrin by calpain produces 150 and 145 kDa
breakdown products while caspase 3 produces a different150 kDa fragments (Zhang et al., 2009). In organotypic cul-
tures as well as in cultured neurons, calpeptin inhibited the
generation of the 145 kDa fragment while the 150 KDa was
highly decreased suggesting that alpha II Spectrin is substrate
of calpain but also caspase 3. However, the calpain inhibitor
calpeptin inhibits GSK3 truncation in cultured neurons and
hippocampal slices suggesting that GSK3 is substrate only of
calpain. In fact, it has been reported that the caspase-3
inhibitor Z-VAD-FMK does not prevent the generation of
GSK3 truncated fragments in rat cerebellar granule neurons
(Ma et al., 2012). In addition, in the same KA injected rat
model, caspases are not involved in GSK3 decreased levels
(Araujo et al., 2008).
N-terminal truncation eliminates the regulatory domain that
inhibits the catalytic activity (Goni-Oliver et al., 2007; Ma et al.,
2012). Thus, the present results seem to propose that during
excitotoxicity processes there is an increase in GSK3 activity.
We have not analyzed that increase; however, our results do
allow us to state that during the excitotoxic process total GSK3
level decreased in cultured neurons. Interestingly, the 40 kDa-
truncated form does not accumulate, suggesting that when
b r a i n r e s e a r c h 1 6 1 1 ( 2 0 1 5 ) 8 4 – 9 290GSK3 is truncated by calpain, a short lived product is formed
that is rapidly degraded. What is the physiological signiﬁcance
of our results? It is interesting to note that lithium has a
neuroprotective effect in KA-treated rats (Busceti et al., 2007;
Crespo-Biel et al., 2010a). However, despite the neuroprotective
effect of GSK3 inhibition, constitutive knock-out mice show
embryonic lethality (Hoeﬂich et al., 2000). In this regard,
pharmacological inhibition of GSK3 in cell lines has also been
shown to facilitate apoptosis (Beurel and Jope, 2006) (Beyaert
et al., 1989). Furthermore, transgenic mice with expression of a
dominant negative form of GSK3β showed that a reduction in
GSK3 activity induces apoptosis in neurons (Gomez-Sintes et al.,
2007). Our data seem to suggest that in excitotoxic situations,
likely due to an increase in cytosolic calcium and calpain
activation, those cells that are spectrin positives are suffering
a decrease in GSK3 levels. Interestingly, an overexpression of
GSK3β truncated forms in rat cerebellar granule neurons gen-
erated by calpain induces apoptosis as well (Ma et al., 2012).
A special feature of our work is the characterization of an
antibody which is able to recognize full-length GSK3β but
unable to recognize N-terminal truncated form. Calpain
cleaves GSK3β in vitro not only at the N-terminal (at residues
Thr-38-Thr-39) but also at the C-terminal end (at residues Ile-
384-Gln-385) (Ma et al., 2012). However, our results suggest
that C-terminal truncation does not take place in KA treated
neurons. The anti-Nterminal-GSK3β monoclonal antibody
used is not able to recognize any band of lower molecular
weight (Fig. 5C), although it recognized the isoform
C-terminal truncated (Fig. 1) and the full-length isoforms of
GSK3β (Fig. 5C) (Mukai et al., 2002). However, it cannot be
discard that C-truncated form could be a short life fragment
or that, as has been described previously, high levels of Ser-
389 phosphorylation of GSK3 cold inhibits C-terminal clea-
vage (Ma et al., 2012).4. Conclusions
To summarize, the present results have clear implications in
all the transduction pathways in which GSK3 is involved.
Taking into account that calpains induce p35 truncation and
that calpain also induces GSK3 truncation, it is possible that
the deregulation of calcium homeostasis may contribute to
neuropathology through the calpain/CDK5/GSK3 system.
Thus, our data support the view that calpains may provide
a link between both kinases and provide cues for the under-
standing of GSK3 involvement in neurodegenerative pro-
cesses where excitotoxicity conditions are present.5. Experimental procedures
5.1. Animals and tissue processing.
5.1.1. Animal care
Rats (Wistar, 2 months) and mice (C57BL/6J, 1 month) were
treated following the guidelines of Council of Europe Con-
vention ETS123, revised as indicated in the Directive 86/609/
EEC. In addition all protocols were approved by the institu-
tional animal care and use committee. Animals were bred atthe Centro de Biología Molecular “Severo Ochoa” (Madrid, Spain)
and were kept on a normal light-dark cycle (12 h light/12 h
dark), with free access to food and water.
5.1.2. Kainic acid treatments
KA was dissolved in saline and rats were injected intraper-
itoneally at 10 mg/kg body weight and monitored for respon-
siveness to KA. Intra-amygdala KA injections were performed
according to a previously described technique and killed 4 h
later (Mouri et al., 2008).
5.1.3. Tissue processing
Animals were sacriﬁced using CO2 inhalation and the brains
were removed, post-ﬁxed overnight in 4% PFA and 30 μm
sagittal sections were obtained on a cryostat.
5.2. Primary cultures
Primary cultures of mouse cortical neurons were prepared accord-
ing to modiﬁcations of established procedures (Hernandez et al.,
2004). Brieﬂy, mouse pups were sacriﬁced at postnatal day 1.
Cortical tissue was then dissected and dissociated individually
from each pup with the papain dissociation system (Worthington
Biochemical Corp.). Cortical neurons were maintained in neuro-
basal medium (Invitrogen) supplemented with 1% B-27, 5% fetal
calf serum, 0.5mM glutamine, 100 units/ml penicillin, and
100mg/ml streptomycin and grown on 3 μg/ml laminin (Sigma)
and 10 μg/ml poly-L-lysine-coated cover plates. The cells were
incubated in 95% air, 5% CO2 in a humidiﬁed incubator at 37 1C.
Cytosine arabinoside (2.5 μM) was added to cultures on the second
day after seeding (DIV3) to inhibit the proliferation of non-
neuronal cells. Cells were used for experiments at DIV12.
5.3. Transfection of COS-7 cell
COS-7 transfection studies were carried out using constructs
kindly provided by Dr Mingtao Li, Sun Yat-sen University, China
(Ma et al., 2012). The rat Wt-GSK3β, ΔC-GSK3β (aminoacids 1-384)
and ΔN-GSK3β (aminoacids 39-420) constructs are N-terminally
FLAG-tagged and cloned into pcDNA3.1 vector. COS-7 cells were
transfected using Lipofectamine 2000 (Invitrogen) according to
the manufacturer's instructions.
5.4. Organotypic hippocampal slice cultures
Hippocampal slice cultures were prepared from 1 mouth-old
C57BL/6J mice. Animals were decapitated; the brains were
removed and transferred to cold Minimal Essential Medium
(MEM). A tissue chopper was used to cut hippocampal slices
(400 mm), which were placed on porous 0.4 mm membranes
(Millipore). The membranes were then transferred to culture
plates covered with culture medium (Neurobasal Medium
supplemented 5% horse serum and B27). The culture medium
was changed two times per week. Slice cultures were used for
experiments after 7 days in vitro.
5.5. Western blot analysis
Brains were quickly dissected on an ice-cold plate. Hippo-
campus was isolated and extracts for western blot analysis
b r a i n r e s e a r c h 1 6 1 1 ( 2 0 1 5 ) 8 4 – 9 2 91were prepared by homogenizing in ice-cold extraction buffer
consisting of 50 mM Tris HCl, pH 7.4, 150 mM NaCl, 1% NP-40,
1 mM sodium orthovanadate, 1 mM EDTA, a protease inhibi-
tor cocktail (Roche) and 1 mM Okadaic acid (phosphatase
inhibitor). The samples were homogenized and protein con-
tent was determined by Bradford. Thirty micrograms of total
protein were electrophoresed on 10% SDS-polyacrylamide gel
and transferred to a nitrocellulose membrane (Schleicher and
Schuell, Keene, NH). The experiments were performed using
the following primary monoclonal antibodies: anti-GSK3α/β
(1/1000, BD Transduction Laboratories), anti-p21/9- GSK3α/β
(1/500, Cell Signaling), anti-Nterminal-GSK3β (1/1000, refer-
ence 9315 Cell Signaling), anti-spectrin (1/1000, Chemicon
International), anti-p35/25 (1/500, Santa Cruz), anti-FLAG
(1/5000, Sigma) and anti-actin (1/5000, Sigma). Filters were
incubated with the antibody at 4 1C overnight in 5% nonfat
dried milk. Secondary goat anti-mouse and anti-rabbit anti-
bodies (1/1000; Invitrogen, San Diego, CA) and ECL detection
reagents (Amersham Biosciences, Arlington Heights, IL) were
used for immunodetection. Quantiﬁcation was performed
by densitometric scanning. The densitometry values were
obtained in the linear range of detection with these anti-
bodies. These values were normalized with respect to the
values obtained with an anti-β-actin antibody to correct for
total protein content.
5.6. Immunostaining
For immunoﬂuorescence, immunostaining was carried out
following a standard procedure. Sections were incubated with
the primary antibody overnight at 4 1C in a PB solution
containing BSA 1% and TritonX-100 1%. Primary antibodies
were: anti-GSK3αβ (1/100), anti-Nterminal-GSK3β (1/100) and
anti-spectrin (1/100). After washing with blocking solution
3 times, sections were incubated with donkey Alexa-
conjugated secondary antibodies (anti-rabbit, anti-mouse
Alexa-Fluor 488/555-conjugated) overnight at 4 1C (1:1,000)
(Molecular Probes, Millipore). Finally, after washing with
phosphate buffer solution, sections were incubated with DAPI
(1/2,000) (Calbiochem) for 10 min. Images are single sections
of a z-series acquiring each channel in a sequential mode
using an inverted Zeiss LSM710 confocal microscope with a
63X/1.40 Plan-Apochromatic objective.
5.7. Statistical analysis
The SPSS 17.0.1 softwaSigmaPlot 12.5 software was used for
EC50 experiments were carried out in triplicate. Student t test
was used for single comparisons.Acknowledgments
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